This was a screening study that aimed to determine the presence of nephrotoxic 22 mycotoxins in urine samples from patients with chronic kidney disease of 23 uncertain etiology (CKDue) in the North Central Province of Sri Lanka. The 24 percentage detection of aflatoxins (AFLs), ochratoxins (OTs) and fumonisins in 25 31 patients were 61.29%, 93.5% and 19.4%, respectively. Geometric means of 26 urinary AFLs and OTs were 30.93 ng/g Cr (creatinine) and 34.62 ng/g Cr in 27 CKDue stage 1-2 patients and 84.12 ng/g Cr and 63.52 ng/g Cr in unaffected 28 relatives of patients. In CKDue stage 3-5 patients, geometric means of urinary 29 AFLs and OTs were 10.40 and 17.08 ng/g Cr, respectively. Non-affected relatives 30 of patients (n=6) had comparable levels of these mycotoxins, but healthy Japanese 31 individuals (n=4) had lower levels than in Sri Lanka. The higher detection rate of 32 urinary OTs in Sri Lankans indicates that exposure is common in the region. 33 Keywords chronic kidney disease of uncertain etiology, Sri Lanka, urine sample, 34 aflatoxin, ochratoxin, fumonisin 35 36 55 56 Materials and Methods 57 Ethical approval for this study was obtained from the Ethical Committee of Kyoto 58 University, Japan and the Ethical Review Committees of the Faculty of Medicine, 59 4 University of Peradeniya, Sri Lanka. The urine samples were originally collected 60 at Medawachchiya and Girandrukotte, Sri Lanka in August 2009 (106 patients and 61 87 unaffected relatives of CKDue patients) and stored at -30°C in the Kyoto 62 University Human Specimen Bank (Koizumi et al. 2009). A total of 41 urine 63 samples, 31 from stage 1-5 CKDue patients, six from unaffected relatives, and 64 four from healthy Japanese individuals as controls, were randomly selected from 65 each stratum. Definition of CKD and further classification of the stages were 66 made according to the Kidney Disease Outcomes Quality Initiative (KDOQI) 67 guidelines. Patients with a history and current treatment of diabetes mellitus, 68 severe hypertension, urological disease of known etiology, glomerulonephritis, or 69 snake bite were excluded. Creatinine concentration in urine sample was measured 70
food items in the study region was low. Food analysis, in some instances, might 49 not be sufficient to establish a relationship with occurrence of diseases because 50 heterogeneity of toxin distribution over time, and even within a particular food 51 product, casts doubt on the feasibility of sampling plans (Parson et al. 2007) . In an 52 attempt to overcome this problem and to validate the actual exposure, we screened 53 urinary excretion levels of AFL, OTs and FBs in patients and their relatives living 54 in a CKD endemic community. M200 Pro; Tecan, Tokyo, Japan) at 450 nm. ELISA kits for AFL, OTs and FBs 83 recognized aflatoxins B1, B2, G1, G2 and M1; ochratoxins A, B and C, and 84 fumonisins B1, B2 and B3, respectively. External standards of different 85 concentrations and all urine samples were run in duplicate.
86
Mean recovery (CV) of fortified samples was 79% (11) for AFLs, 105% 87 (13) for OTs and 92% (15) for FBs. Detection limits were 0.005 ng/mL, 0.005 88 ng/mL and 0.035 ng/mL for AFLs, OTs and FBs, respectively. For values below 89 the detection limit, half of the limit of detection value was assigned. Mycotoxin 90 concentrations are presented in ng/mL and ng/g Cr (creatinine). Statistical 91 significance of differences was tested by using non-parametric methods (χ 2 test 92 and Wilcoxon two-sample test; P < 0.05).
94

Results and Discussion
95
Study subjects comprised 20 men and 21 women (Table 1) . The mean (range) age 96 regardless of disease stage (31, stage 1-5) was 41.32 ± 15.55 (9-65) years, 97 whereas that of unaffected relatives and Japanese controls was 20.67 (6-34) years 98 and 45.25 (42-53) years, respectively.
99
Results of urinary AFL, OT and FB levels are shown in Table 2 . The 100 percentage detection of AFLs, OTs and FBs in patients was 61.29%, 93.5% and that the cumulative effect of long-term consumption of products that contain low 152 levels of mycotoxins could contribute to a gradual deterioration of organ function.
153
This study is believed to be the first to determine the presence of AFLs, 
